Components of AIN-93G control diet with 7% corn oil from Harlan-Teklad 9 2
Components of BPA-d 6 diet (100mg/kg feed weight) from Harlan-Teklad 10 3 Definition of the different pharmacokinetic parameters computed by using a non compartmental analysis Body weight was measured and food consumption from the beginning of the dosing period was calculated at each timepoints. Blood samples were collected by cardiac puncture in polypropylene (PP) syringes, placed in PP microcentrifuge tubes, and centrifuged twice (15 min at 13,800 g) (Mikro 22R Microcentrifuge, Hettich Zentrifugen, Germany) for serum collection.
The serum samples were stored at -20°C. Individual samples within the same timepoint and treatment group that provided less than the minimum 400 μL needed for the BPA-d 6 analysis were pooled to yield 9 negative control samples. The number of pooled samples for mice given the oral bolus of BPA-d 6 sacrificed at each time was: 1 h, n= 3; 4 h, n= 4; 6 h, n= 4; 11 h, n=4; 24 h, n=6; 7 d, n=4. For the BPA-d 6 diet-exposed group, the number of pooled samples for each timepoint was: 1 h, n= 6; 4 h, n= 4; 6 h, n= 4; 11 h, n=4; 24 h, n=6; 7 d, n=5. The samples were shipped on dry ice to the Wadsworth Center, Albany, NY for analysis.
Analysis of Unconjugated and Conjugated BPA-d 6 in Mouse Serum Samples
To assess "freely available" BPA, i.e. that fraction that had not been metabolized to its watersoluble, glucuronyl derivative, each sample was allowed to thaw at room temperature for 30 min and transferred into a 15 mL PP tube. An internal standard (5 ng of deuterated 16-bisphenol A (BPA-d 16 ) was added. Five mL of ethyl acetate was then added, and the mixture shaken in an orbital shaker for 30 min. After centrifugation at 4500 g for 3 min (Eppendorf Centrifuge 5804, Hamburg, Germany), the ethyl acetate layer was transferred to a clean PP tube, the residue extracted two more times with 3.5 mL of ethyl acetate by shaking, and the extracts were combined. The extracts were mixed with 3.5 mL of milli-Q water and centrifuged at 5000 rpm for 3 min (Eppendorf Centrifuge 5804). The ethyl acetate layer was collected, dried under a gentle stream of nitrogen and reconstituted in 0.5 mL of methanol. This fraction that was soluble in ethyl acetate was considered freely available BPA-d 6 .
After addition of the internal control, the second aliquot of thawed serum was digested with 1 mL of 2 μL/mL β-glucuronidase that also has aryl-sulfatase activity (from Helix pomatia, 145700 unit/mL, Sigma, St Louis, MO) at 37ºC for 12 h. The digested sample was processed as described above and referred to as total BPA-d 6 , which includes the free, i.e. ethyl acetate soluble, plus the conjugated BPA-d 6 .
The BPA-d 6 serum concentrations in samples were measured by a procedure similar to that Table 3 .
Results of the NCA for unconjugated and total after oral bolus and diet exposure are presented in Supplemental Material, Tables 4 and 5.
Compartmental analysis of unconjugated BPA-d 6 concentrations after oral bolus exposure
The terminal half-life (T 1/2 ) was defined as Table 6 .
Deconvolution analysis
The curve representing mean unconjugated BPA-d 6 serum concentrations over time (0-11 h) was presented with automatic smoothing procedure in Supplemental Material, Figure 3 , and these are the data that were analyzed by deconvolution.
Deconvolution computed for each discretization step (here 0.08h or 5.04 min, Supplemental
Material, Table 7 ) was the amount of BPA-d 6 that entered the blood from the feed. 
